β-glycerophosphate, 1 mM Na3VO4, 1 μg/ml leupeptin, 1 mM phenylmethylsulfonyl fluo-ride) on ice for 30 min followed by sonication denaturation. Cell lysates were then centrifuged at 13,000 g for 30 min at 4 °C. Collected the supernatant and then protein concentration was determined using a bicinchoninic acid protein assay kit (Thermo, USA). The protein was applied to a 10-15% SDS-polyacrylamide gel, transferred to a nitrocellulose membrane, and then detected by the proper primary and secondary antibodies before visualization by chemiluminescence Kit (Millpore, USA).
RNA extraction and Quantitative real-time PCR
TRIzol® Reagent (Invitrogen, CA, USA) was used to extract total RNA from cells.
The protocol of RNA extraction and quantitative real-time PCR were carried out following the manufacturer's protocol. Primer sequences are shown in Supplementary table 1. The relative expression value of GAPDH in each sample was calculated and compared. The experiments were performed in triplicates. All procedures were performed according to the manufacturer's instructions.
Statistical analysis
The statistical analysis was performed using Prism 6.0 software. Comparisons of tumor volume was performed using t test. A P value of <0.05 on a 2-tailed test was considered statistically significant. S1 . The colony formation of SW620 and HCT116 cells after shikonin incubation;. Figure S2 . The ROS accumulation induced by Shikonin in HCT116 and SW620 cells. 
